Background
Introduction
The retrovirus human T-lymphotropic virus type 1 (HTLV-1) is associated with many severe diseases, including adult T-cell leukemia/lymphoma (ATL) and HTLV-1-associated myelopathy/tropical spastic paraparesis (HAM/TSP), but most infected people remain asymptomatic [1] . Seven genetic subtypes have been defined (a-g) based on analyses of the HTLV-1 long terminal repeat (LTR) region. The Cosmopolitan subtype (1a) is the most widespread [2] .
Approximately 10 million people are estimated to be infected with HTLV-1 throughout the world [2] . A high prevalence of HTLV-1 infection can be found in the endemic regions of equatorial Africa, the Caribbean islands, Japan, Colombia, northeast Australia, Papua New Guinea and Brazil, that has heterogeneous geographic distribution. However, the highest infection rate has been observed to occur in the islands of Kyushu and Okinawa, in southwestern Japan, and Hokkaido, in north of Japan, with approximately 1.1 million of infected individuals [3, 4] . In Brazil, HTLV-1 was first described in 1986 among Japanese immigrants from Okinawa, Southern Japan, residing in the city of Campo Grande, state of Mato Grosso do Sul. Prevalence rates of 13% in the immigrants and 8% in their descendents were observed [5] .
Since confirmatory tests for the diagnosis of HTLV infection were not available in the 80s, the prevalence found by Kitagawa and cols (1986) could be overestimated due to the presence of false positives. Therefore, considering the lack of regional studies on HTLV infection, the Japanese immigration wave to Brazil, particularly to Mato Grosso do Sul state and the risk of intrafamilial transmission of HTLV-1, the main goal of this study was to revisit the situation of HTLV-1 epidemiology, especially its estimated prevalence and molecular characterization 
Materials and Methods

Study design
This cross-sectional study was conducted between April 2012 and October 2013 in the city of Campo Grande, capital of the state of Mato Grosso do Sul in midwestern Brazil, which has about 786,797 inhabitants with an estimated contigent of 20,000 Japanese-Brazilian descendants from 4,000 families, showing high migration of this population to Campo Grande [6, 7] . In order to get a statistical power of 80% (β = 20%), a significance level of 95%(α <0.05) and an accuracy of 4%, the calculated sample size to estimate the prevalence of HTLV-1 infection, should include at least 216 individuals, based on the prevalence of 10.0% for anti-HTLV-1/2 found by Kitagawa et al. (1986) . Two hundred and twenty two potential subjects met the sample criteria. Of them, 219 (88.6%) agreed to participate. Therefore, the study population included 219 participants, who were from, approximately, 70 families in a population of about 18,000 Japanese immigrants and Japanese descendants living in Campo Grande-MS. Individuals were eligible to participate if they were older than 18 years of age, Japanese immigrant (born in Japan), Japanese descendant (had any genetic relationship to a Japanese immigrant) and nondescendant (had relationship to a Japanese immigrant only by marriage) and able to provide written informed consent. Pregnant women were excluded from the study. The presence of other illness or other infections was not used as selection criteria. The participants were previously advised about the campaign through posters and leaflets placed in the Okinawa Association and Brazilian Nipo Association. In addition to anti-HTLV test, free testing for diabetes and blood pressure were offered by the health campaign. The participants did not know their serological profile for anti-HTLV-1/2.
They were informed of the objectives and methods of the study and written informed consent was obtained from all study participants prior to enrollment. Following enrollment, a questionnaire was administered to obtain sociodemographic characteristics and identify risk factors associated with HTLV transmission, including age, gender, immigrant generation, history of residence in Japan, history of blood transfusion, surgery, personal item/sharps sharing, injection drug use, breastfeeding, multiple partners, unprotected sex and sexually transmitted diseases.
Blood samples were collected from study participants and serum samples were evaluated by an enzyme-linked immunosorbent assay (ELISA) test for the presence of anti-HTLV 1 and 2 antibodies (MP Diagnostic HTLV-1/2 ELISA 4.0-MP Biomedicals, Singapore) and confirmed by Western Blot (WB) assay with a commercial test (MP Diagnostics HTLV BLOT 2.4-Singapore). The samples reactive by screening and positive by WB were considered positive for HTLV-1 or 2 infections. DNA was extracted from whole blood samples using the DNA Genomic Purification Kit (Wizard 1 Genomic, Promega, Madison, WI, USA), according to manufacturer's instructions. Nested PCR amplified the targeted portion of the 5'LTR of HTLV-I.
Reactions were performed as previously described [8] . Internal primers were HFL9 (AAGG CTCTGACGTCTCCCCCC) and HFL10 (TCCCGGACGAGCCCCCAA), corresponding to nucleotide positions 124-144 and 779-796 from the ATK-1 sequence. Products of the second PCR reaction with molecular-weight size marker were subjected to electrophoresis on 1.8% agarose gel in TAE buffer (Tris-acetate EDTA) at 70V for 30 minutes. After being stained with ethidium bromide, gels were visualized on the Kodak Gel Logic 112 photo documentation system. The LTR 672 bp amplicons were purified using illustra TM PCR DNA and Gel Band Purifi- 
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Results
A total of 219 individuals, Japanese immigrants or descendants and non-descendants of Japanese immigrants living in Campo Grande-MS were enrolled in this study. Most of those were female (61.2%). Mean age was 54.4 years (range 11 to 101 years) and the majority (69.9%) had 45 years of age or older.
The majority (88.1%) was born in Brazil and 10.9% were born in different regions of Japan (Okinawa, Tokyo, Yamaguchi, Hokkaido, Aichi and Kumamoto) and 1.0% was from Japanese descendants from Peru. The Brazilian group (n = 193) was composed of 187 (96.8%) Japanese descendants and 6 (3.1%) non-Japanese descendants. The majority (54.8%) of participants reported having a steady sexual partner (married) or cohabitating with a sex partner. Regarding education, 74% had completed secondary education or college.
The prevalence of HTLV-1 infection was 6.8% (95% IC: 3.5 to 10.2). None of the 219 individuals presented anti-HTLV-2 antibodies. None of the positive subjects showed clinical signs compatible with HAM/TSP or ATL, and therefore, were classified as asymptomatic. The frequency of anti-HTLV seropositivity was higher among Okinawan descendants (8.1% vs. 2.1%) than among descendants from other regions of Japan and non-Japanese descendants; however, this difference was not statistically significant.
Among studied population, a frequency of 6.1% of HTLV-1 infection was found among Japanese-Brazilian descendants participants, while 12.5% was observed in those who declared themselves as foreign, which comprise 22 Japanese and 2 Peruvian nationals. Most infected subjects (n = 14) claimed to be Okinawan descendant, and only one who was not a descendant was positive for anti-HTLV.
Risk factors for HTLV infection among the studied population are shown in Table 1 . In the univariate analysis, HTLV-1 infection was associated only with age 45 years (P = 0.04). The mean age of subjects positive for HTLV-1 was 70 years, which was greater than that of 53 years for non-reactive subjects. Fig 1 shows the variation of age in individuals negative and positive for HTLV-1. Age of infected participants was concentrated in the seventh decade of life, with only two outliers representing younger infected individuals (between 40 and 60 years). However, the age of uninfected people ranged from 11 to 101 years, mainly in the range of 40 to 70 years. All infected subjects were breastfed as children; however, this risk factor was not statistically significant. Some risk factors were absent or infrequently reported in this population, such as history of tattooing, injection drug use and multiple partners. The proviral DNA of HTLV-1 was detected by amplification of the 5 'LTR region by nested PCR in all samples (n = 15) HTLV-1 positive. Of them, 14 were sequenced and classified as Cosmopolitan subtype and 50% (7/14) belonged to subgroup A (Transcontinental) and 50% (7 / 14) to the subgroup B (Japanese). The new nucleotide sequence samples described in this study have been deposited in GenBank with accession number as follows: OKW21 (KM023750), OKW24 (KM023751), OKW46 (KM023752), OKW63 (KM023753), OKW72 (KM023764), OKW84 (KM023754), OKW107 (KM023761), OKW112 (KM023755), OKW131 (KM023756), OKW151 (KM023757), OKW152 (KM023758), OKW165 (KM023759), OKW209 (KM023760), OKW235 (KM023767) were compared with nucleotide sequences of 17 isolates of HTLV-1 available from GenBank (Fig 2) . The GenBank accession numbers for the sequences of the 5 'LTR region of HTLV-1 included in the phylogenetic analysis are: ATK1 (J02029), H5 (M37299), pyg19 
Discussion
Currently, there are approximately an estimated 1.5 million Japanese descendants living in Brazil, whose vast majority reside in the state of São Paulo (Southwest region), followed by the state of Paraná (South region) and Mato Grosso do Sul (Central-West region). In Brazil, 10% of the descendants of Japanese immigrants originate from the province of Okinawa, and the second largest Okinawan community in Brazil is in Mato Grosso do Sul State [9] .
The population of Okinawan immigrants is considered at risk of acquiring HTLV-1 due to originating from the endemic islands of Okinawa, Japan, where the prevalence of HTLV-1 varies between 14% and 31% [4] .
In the present study, 6.8% HTLV-1 infection prevalence was observed. This percentage is considered high, indicating there should be greater attention given to HTLV-related diseases in this population. This prevalence is 40 and 52 times higher than those found in prime blood donors (0.17%) and pregnant women (0.13%) from Campo Grande (Central-West Brazil), respectively, and 13.6 times higher than that found in African descendants residing in Central Brazil (0.5%) [10, 11, 12] . In another study conducted with Japanese immigrants in the city of TomeAçu in northern Brazil, the prevalence (2.8%) was smaller than that found in this study [13] .
When comparing the prevalence of HTLV-1 among members of the Japanese community of Campo Grande in the year of 1986 with the current prevalence found in this study, we observed the maintenance of high prevalence over the last 27 years (10% vs 6.8%). This difference was not significant (P = 0.28) [5] . Maybe, the prevalence of 6.8% was attributed to the improvement in serological and confirmatory tests over the years [14] . In addition, the prevalence of 10% found in the 1986 study may also be due to the higher number of Japanese immigrants (n = 46) investigated when compared to the current study, in which the majority of subjects were descendants of Japanese immigrants and only 24 were Japanese immigrants. Moreover, all participants in the previous study were descendants of Okinawans, and in the present study, 78.5% of participants had Okinawan ancestry [5] .
Increasing age was significantly associated with HTLV-1 infection. This finding was also reported in previous studies and may be due to the cumulative risk of HTLV-1 infection over the lifetime of individuals surveyed [15, 16] . The increased prevalence in older individuals may also be a reflection of close kinship to Japanese immigrants from endemic areas, who were likely infected in Japan and brought the virus in the recent past to Brazil. There may have been an age cohort effect resulting from declining HTLV-1 seroprevalence over the past decades. In two studies conducted in Japan, one reported a high seropositivity rate (above 40%) in people over 40 years of age and another, more specifically in Okinawa, found a 21% rate of HTLV-1 in the general population over 40 years [17, 18] . Also, a change in the age distribution of patients with HTLV-1 infection in several studies was observed. Given in the 80s most of the patients were between 50-59 years of age, then in 2007, the range would be from 60 to 80 years, as encountered in the present study [19, 20] . Although the association between sex and HTLV-1 infection was not statistically significant in our study, higher prevalence of HTLV-1 infection found among females may be due to male-to-female transmission being more efficient during sexual intercourse [21] . These data is in agreement with the prevalence rates in Japan, which show the same pattern of older age and sex-specific prevalence [22] .
Although breastfeeding is known to play an important role in the transmission of HTLV-1, it was not statistically significant in our study [23, 24] . In 2003, the State Coordination of Epidemiological Surveillance of Mato Grosso do Sul determined the notification of every case of a pregnant woman infected with HTLV as well as provided advice to suspend breastfeeding and started to furnish formula milk. These preventative measures were considered important strategies for controlling the spread of the virus by vertical transmission [11] .
All of HTLV-1 isolates were classified as Cosmopolitan subtype (HTLV-1a) and half of them (50%) belonged to subgroup A (Transcontinental) and 50% to subgroup B (Japanese). In Brazil, the Cosmopolitan is the most prevalent subtype of HTLV-1 and the Transcontinental subgroup (HTLV-1aA) is the most prevalent among them, followed by the Japanese subgroup (HTLV-1aB), which is detected among Japanese-descendants and immigrants, such as in the present study [25] . In Japan, the existence of subgroups named Transcontinental and Japanese was reported, so that, the geographical distribution of subgroups presents a difference defined according to ethnic group and origin of HTLV-infected individual. In Okinawa region, most infected individuals with HTLV-1 belongs to the Japanese subgroup of HTLV-1a (65.2%) [26, 27] . A study of the population of Japanese immigrants living in Tome-Acu, Para, also found infection with HTLV-1 subgroup Japanese and Transcontinental, the largest part of the Japanese subgroup (HTLV-1aB) [13] . The presence of HTLV-1aB was identified in three voluntary blood donation in São Paulo, asymptomatic carriers, two of whom were descendants of Japanese [28] .
All individuals who are positive for HTLV-1 infection in this study were asymptomatic, and therefore, mostly likely unaware of their serological profile. Thus, the individual may remain asymptomatic and continue to infect sexual partners and family [29] . Considering the results here, we emphasize the importance of implementing preventive and diagnostic public health policies to decrease the risk of HTLV transmission among family members of Japanese communities throughout Brazil.
Conclusion
The HTLV-1 prevalence of 6.8% (95% CI: 3.5 to 10.2) found in the present study indicates the maintenance of high prevalence of this infection in the Japanese community of Campo Grande-MS over the past 27 years. These findings also showed that the prevalence of HTLV-1 infection is distinct among regions of Brazil, and although high, this rate did not contribute to an increase in HTLV-1 infection prevalence among the general Brazilian population. Further HTLV-1 nucleotide sequencing may provide more information on the molecular epidemiology of this infection in Japanese descendants population living in Brazil, which may be helpful in understanding the HTLV-1 transmission in these isolated communities.
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